
Supplemental Methods 

Bacterial strains, plasmids, growth conditions. Wild-type S. flexneri serotype 

2a strain 2457T (Labrec et al., 1964), an isogenic ospB deletion mutant strain 

(gift from C. Lesser), and an isogenic non-invasive strain, BS103, which is cured 

of the virulence plasmid (Maurelli et al., 1984), were grown in tryptic soy broth 

from individual colonies that were red on agar containing Congo red. IQGAP1 

expression plasmids have been described (Ho et al., 1999). For bacterial 

expression, ospB was cloned under the control of the native promoter in 

pACYC184, and for mammalian expression, into pcDNA3 as a transcriptional 

fusion to gfp. Each of 26 S. flexneri type III secreted effector proteins were 

tagged at the C-terminus with FLAG and expressed under the control of the 

impaired Tac promoter in pDSW206 (Weiss et al., 1999), as described (Costa et 

al., 2012). 

Cells. HeLa cells (ATCC), MEFs, and Caco2 cells were maintained in Dulbecco’s 

modified media (DMEM) supplemented with fetal bovine serum (10% vol/vol). 

MEFs isolated from IQGAP1-/- and littermate control IQGAP1+/+ mice have been 

described (Ren et al., 2007). Immunofluorescence labeling of cadherin was with 

pan-cadherin antibody (Sigma C3678) following fixation with methanol. 

Western blot analysis. Proteins were separated on SDS polyacrylamide gels, 

and western blot analysis was carried out using standard procedures and the 

following antibodies: anti-FlagM2 (F1804, Sigma; diluted 1:200), anti-IQGAP1 

(ab33542, Abcam, Cambridge, MA; diluted to 1 mg/ml), anti-phospho-S6 kinase 



(Thr-389) (9234, Cell Signaling Technology; diluted to 1:1000) anti-total S6 

kinase (2708, Cell Signaling Technology; diluted to 1:1000), anti-phospho-4EBP1 

(Thr-37/46) (2855, Cell Signaling Technology; diluted to 1:1000), anti-total 

4EBP1 (9452S, Cell Signaling Technology; diluted to 1:1000), anti-phospho-Akt 

(Thr-308) (4056S, Cell Signaling Technology; diluted to 1:1000 ), anti-phospho-

Akt (Ser-473) (4060S, Cell Signaling Technology; diluted to 1:1000), peroxidase-

conjugated anti-beta actin (A3854, Sigma; diluted 1:10,000) and horseradish 

peroxidase conjugated goat anti-mouse secondary (Jackson; diluted 1:2000). 

Visualization was performed using SuperSignal West Pico Chemilumnescent 

Substrate or SuperSignal Femto Chemiluminescent Substrate (Thermo Fisher 

Scientific), per the manufacturer’s instructions. Densitometry of bands was 

performed using a Bio Rad Molecular Imager Chemi Doc XRS+ Imaging System 

and ImageJ software. 

Data analysis and statistical methods. All data are from three or more 

independent experiments. Differences between data sets were determined using 

standard statistical methods. 
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